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PRIORITY INFORMATION 
DOCUMENT TYPE: 
FILE SEGMENT: 
LEGAL REPRESENTATIVE 



20001214 (60) 



1 DNA WAY, SOUTH SAN FRANCISCO, CA, 



US 2000-256162P 
Utility 
APPLICATION 
GENENTECH, INC. 
94080 
24 
1 

18 Drawing Page(s) 
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IS AVAILABLE FOR THIS PATENT. 
An E. coli strain is described that 
pre encoding protease DegP and Pre, 
spr gene that encodes a protein that suppresses growth phenotypes 
exhibited by strains harboring pre mutants. Preferably, the strain 
comprises nucleic acid encoding a polypeptide heterologous to the 
strain, so that a heterologous polypeptide can be produced therefrom. 



NUMBER OF CLAIMS: 
EXEMPLARY CLAIM: 
NUMBER OF DRAWINGS 
LINE COUNT: 
CAS INDEXING 
AB 



is deficient in chromosomal degP and 
respectively, and harbors a mutant 
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Guzo, David 

Leffers, Jr., Gerald G. 
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20 Drawing Figure (s); 13 Drawing Page(s) 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB Processes are described for recovering heterologous polypeptide from 

bacterial cells, including the periplasm and cytoplasm. One process 
involves culturing the bacterial cells, which cells comprise nucleic 
acid encoding phage lysozyme and nucleic acid encoding a protein that 
displays DNA-digesting activity, wherein these nucleic acids are linked 
to a first promoter, and nucleic acid encoding the heterologous 
polypeptide, which nucleic acid is linked to a second promoter, under 
certain conditions to produce a broth lysate; and recovering accumulated 
heterologous polypeptide from the broth lysate. Another process entails 
culturing bacterial cells that comprise nucleic acid encoding phage 
lysozyme, gene t, and nucleic acid encoding a protein that displays 
DNA-digesting activity under the control of a signal sequence for 
secretion of said DNA-digesting protein, wherein said nucleic acids are 
linked to one or more promoters, and nucleic acid encoding the 
heterologous polypeptide and a signal sequence for secretion of the 
heterologous polypeptide, which nucleic acid encoding the heterologous 
polypeptide is linked to a another promoter that is inducible, under 



certain conditions to produce a broth lysate; and recovering accumulated 
heterologous polypeptide from the broth lysate. 



CAS INDEXING IS AVAILABLE FOR THIS PATENT. 
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Pat. No. US 5641669 Continuation-in-part of Ser. No. US 
1993-133803, filed on 6 Oct 1993, now abandoned 
Utility 
Granted 

Patterson, Jr., Charles L. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB The present invention provides purified and isolated polynucleotide 

sequences encoding human plasma platelet -activating factor 
acetylhydrolase. Also provided are materials and methods for the 
recombinant production of platelet-activating factor acetylhydrolase 
products which are expected to be useful in regulating pathological 
inflammatory events. 

CAS INDEXING IS AVAILABLE FOR THIS PATENT. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB Processes are described for recovering heterologous polypeptide from 

bacterial cells, including the periplasm and cytoplasm. One process 
involves culturing the bacterial cells, which cells comprise nucleic 
acid encoding phage lysozyme and nucleic acid encoding a protein that 
displays DNA-digesting activity, wherein these nucleic acids are linked 
to a first promoter, and nucleic acid encoding the heterologous 
polypeptide, which nucleic acid is linked to a second promoter, under 
certain conditions to produce a broth lysate; and recovering accumulated 
heterologous polypeptide from the broth lysate. Another process entails 
culturing bacterial cells that comprise nucleic acid encoding phage 
lysozyme, gene t, and nucleic acid encoding a protein that displays 
DNA-digesting activity under the control of a signal sequence for 
secretion of said DNA-digesting protein, wherein said nucleic acids are 
linked to one or more promoters, and nucleic acid encoding the 
heterologous polypeptide and a signal sequence for secretion of the 
heterologous polypeptide, which nucleic acid encoding the heterologous 
polypeptide is linked to a another promoter that is inducible, under 
certain conditions to produce a broth lysate; and recovering accumulated 
heterologous polypeptide from the broth lysate. 
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continuation-in-part of Ser. No. US 
on 6 Oct 1993, now abandoned 
Utility 
Granted 

Patterson, Jr., Charles L. 
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INDEXING IS AVAILABLE FOR THIS PATENT. 

The present invention provides purified and isolated polynucleotide 



Murray & Borun 



sequences encoding human plasma platelet-activating factor 
acetylhydrolase. Also provided are materials and methods for the 
recombinant production of platelet-activating factor acetylhydrolase 



products which are expected to be useful in regulating pathological 
inflammatory events. 
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filed on 6 Oct 1994, now patented, Pat. No. US 5641669 
which is a continuation-in-part of Ser. No. US 
1993-133803, filed on 6 Oct 1993, now abandoned 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB The present invention provides purified and isolated polynucleotide 

sequences encoding human plasma platelet -activating factor 
acetylhydrolase. Also provided are materials and methods for the 
recombinant production of platelet-activating factor acetylhydrolase 
products which are expected to be useful in regulating pathological 
inflammatory events. Specifically disclosed are methods for the 
treatment of reperfusion injury using platelet-activating factor 
acetylhydrolase products . 

CAS INDEXING IS AVAILABLE FOR THIS PATENT. 
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bond-containing polypeptides in bacterial cells 

Georgiou, George, Austin, TX, United States 

Oiu, Ji, Austin, TX, United States 
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Board of Regents, The University of Texas System, 
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(U.S. corporation) 
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5 Drawing Figure (s 
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3 Drawing Page(s) 



CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB Disclosed are methods and compositions for producing heterologous 

disulfide bond containing polypeptides in bacterial cells. In preferred 
embodiments the methods involve co-expression of a prokaryotic disulfide 
isomerase, such as DsbC or DsbG and a gene encoding a recombinant 
eukaryotic polypeptide. Exemplary polypeptides disclosed include tissue 
plasminogen activator. 

CAS INDEXING IS AVAILABLE FOR THIS PATENT. 
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Protein kinases 
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US 1994-185359 19940121 
Continuation-in-part of Ser. No. 
21 Jan 1993, now abandoned which 
continuation-in-part of Ser. No. 
on 3 Jul 1991, now abandoned 
Utility 
Granted 
Wax, Robert A. 
Bugaisky, Gabriele 
Marshall , 0 1 Toole , 
3 
1 

4 Drawing Figure (s); 4 Drawing Page(s) 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB Protein kinase mutant and wild-type genes encoding polypeptides of the 

class heretofore designated "casein kinase I" and useful in screening 
compositions which may affect DNA double -strand break repair activity 
are disclosed. Also disclosed are methods using the polynucleotides in 
cell-prolif erative disorders. 

CAS INDEXING IS AVAILABLE FOR THIS PATENT. 



PATENT INFORMATION: 
APPLICATION INFO. : 
RELATED APPLN. INFO. 



DOCUMENT TYPE: 
FILE SEGMENT: 
PRIMARY EXAMINER: 
ASSISTANT EXAMINER: 
LEGAL REPRESENTATIVE: 
NUMBER OF CLAIMS: 
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LINE COUNT: 
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1995-483232, filed on 7 Jun 1995, now patented, Pat. 
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Hut son, Richard 
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1 

15 Drawing Figure (s) ; 13 Drawing Page(s) 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB The present invention provides purified and isolated polynucleotide 

sequences encoding human plasma platelet-activating factor 
acetylhydrolase . Also provided are materials and methods for the 
recombinant production of platelet-activating factor acetylhydrolase 
products which are expected to be useful in regulating pathological 
inflammatory events. 

CAS INDEXING IS AVAILABLE FOR THIS PATENT. 
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15 Drawing Figure (s); 13 Drawing Page(s) 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB The present invention provides purified and isolated polynucleotide 

sequences encoding human plasma platelet-activating factor 
acetylhydrolase . Also provided are materials and methods for the 
recombinant production of platelet -activating factor acetylhydrolase 
products which are expected to be useful in regulating pathological 
inflammatory events. 



CAS INDEXING IS AVAILABLE FOR THIS PATENT. 
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12 Drawing Figure (s) ; 
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INDEXING IS AVAILABLE FOR THIS PATENT. 

The present invention provides purified and isolated polynucleotide 
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W. 



Gerstein, Murray & Borun 



10 Drawing Page(s) 



sequences encoding human plasma platelet -activating factor 
acetylhydrolase. Also provided are materials and methods for the 
recombinant production of platelet-activating factor acetylhydrolase 
products which are expected to be useful in regulating pathological 
inflammatory events. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB A process is provided for producing a heterologous polypeptide in 

bacteria. This process comprises, in a first step, culturing bacterial 
cells that lack their native pstS gene and comprise nucleic acid 
encoding a PstS variant having an amino acid variation within the 
phosphate-binding region of the corresponding native PstS, nucleic acid 
encoding a DsbA or DsbC protein, nucleic acid encoding the heterologous 
polypeptide, a signal sequence for secretion of both the DsbA or DsbC 
protein and the heterologous polypeptide, an inducible promoter for the 
nucleic acid encoding the DsbA or DsbC protein, and an alkaline 
phosphatase promoter for the nucleic acid encoding the heterologous 
polypeptide. The nucleic acid encoding a PstS variant is under the 
transcriptional control of the wild- type pstS gene promoter. The second 
step of the process involves recovering the heterologous polypeptide 
from the periplasm or the culture medium. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB Protein kinase mutant and wild-type genes encoding polypeptides of the 

class heretofore designated "casein kinase I" and useful in screening 
compositions which may affect DNA double-strand break repair activity 
are disclosed. Also disclosed are methods using the polynucleotides in 
cell-prolif erative disorders. 

CAS INDEXING IS AVAILABLE FOR THIS PATENT. 
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AB The present invention provides purified and isolated polynucleotide 

sequences encoding human plasma platelet-activating factor 
acetylhydrolase . Also provided are materials and methods for the 
recombinant production of platelet-activating factor acetylhydrolase 
products which are expected to be useful in regulating pathological 
inflammatory events. 
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Protein kinase mutant and wild-type genes encoding polypeptides of the 



class heretofore designated "casein kinase I" and useful in screening 
compositions which may affect DNA double- strand break repair activity 



are disclosed. Also disclosed are methods using the polynucleotides in 
cell-proliferative disorders. 
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sequences encoding human plasma platelet-activating factor 
acetylhydrolase. Also provided are materials and methods for the 
recombinant production of platelet-activating factor acetylhydrolase 
products which are expected to be useful in regulating pathological 
inflammatory events . 
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AB The present invention provides purified and isolated polynucleotide 

sequences encoding human plasma platelet-activating factor 
acetylhydrolase . Also provided are materials and methods for the 
recombinant production of platelet-activating factor acetylhydrolase 
products which are expected to be useful in regulating pathological 
inflammatory events . 
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AB A process is provided for producing a heterologous polypeptide in 

bacteria, which process comprises: 

(a) culturing bacterial cells, which cells comprise nucleic acid 
encoding a DsbA or DsbC protein, nucleic acid encoding the heterologous 
polypeptide, a signal sequence for secretion of both the DsbA or DsbC 
protein and the heterologous polypeptide, and an inducible promoter for 
both the nucleic acid encoding the DsbA or DsbC protein and the nucleic 
acid encoding the heterologous polypeptide, under conditions whereby 
expression of the nucleic acid encoding the DsbA or DsbC protein is 
induced prior to induction of the expression of the nucleic acid 
encoding the heterologous polypeptide, and under conditions whereby 
either both the heterologous polypeptide and the DsbA or DsbC protein 
are secreted into the periplasm of the bacteria or the heterologous 
polypeptide is secreted into the medium in which the bacterial cells are 
cultured; and 

(b) recovering the heterologous polypeptide from the periplasm or the 
culture medium. 
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sequences encoding human plasma platelet-activating factor 
acetylhydrolase . Also provided are materials and methods for the 
recombinant production of platelet -activating factor acetylhydrolase 
products which are expected to be useful in regulating pathological 
inflammatory events. Furthermore provided are therapeutic and diagnostic 
methods using such polynucleotide sequences and platelet-activating 
factor acethylhydrolase products . 
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The present invention provides purified and isolated polynucleotide 



sequences encoding the novel G protein-coupled receptor kinase 
designated GRK6 . Also provided by the invention are methods and 
materials for the recombinant production of GRK6 enzyme and methods for 
identifying compounds which modulate the protein kinase activity of 
GRK6 . 
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AB Ice nucleation is promoted in an ingestible biological material by- 

treating the material with an ice-nucleating protein carried by a yeast 
or lactococcal GRAS microorganism, or a fraction thereof, transformed by 
a plasmid vector carrying a gene coding for the ice-nucleating protein. 
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AB A substantially enzymatically pure hydrolase is provided which is 

secreted by and isolatable from Pseudomonas mendocina ATCC 53552. 
Cloning the gene expressing the hydrolase into a suitable expression 
vector and culturing, such as fermenting the E. coli strain JM101 
harboring a plasmid designated pSNtacII, has been found to provide 
surprisingly high yields of the hydrolase. 
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AB The invention relates to methods of making and selecting esterase 

enzymes having an improved perhydrolysis to hydrolysis ratio, and 
varying K. sub. cat, K.sub.m, and K. sub. cat /K.sub.m and substrate 
specificity. Such enzymes are useful in peracid bleaching systems and 
other applications. 
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AB An enzymatic perhydrolysis system, useful for bleaching, has a novel 

enzyme, a substrate, and a source of hydrogen peroxide, and provides in 
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INDEXING IS AVAILABLE FOR THIS PATENT. 

In recombinant microorganisms which were rendered capable of converting 



2 , 5-diketo-D-gluconic acid (2,5-DKG) to 2 -keto-L-gulonic acid (2-KLG) 
transfer of genetic material, the secondary metabolites and metabolic 
pathways leading to the metabolic diversion of 2-KLG and 2,5-DKG were 
determined, and the diversion of 2-KLG to L-iodonic acid (IA) or of 
2,5-DKG to 5-keto-D-gluconate (5-KDH) was blocked. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB An enzymatic perhydrolysis system, useful for bleaching, has a novel 

enzyme, a substrate, and a source of hydrogen peroxide, and provides in 
situ formation of peracid in aqueous solution. The substrate is selected 
for enzyme catalyzed reaction, and preferably is an acylglycerol with 
two or three fatty acid chains. The enzyme is hydrolytically and 
perhydrolytically active even in the presence of anionic surfactants, 
has lipase activity, and is isolatable from Pseudomonas putida ATCC 
53552 . 

CAS INDEXING IS AVAILABLE FOR THIS PATENT. 
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AB A method is presented to induce a recombinant cell culture to produce 

lysozyme [9001-63-2] in which the viability of the cells is not inhibited 
or destroyed. Thus, the phage T4 lysozyme gene was isolated and cloned 
into plasmid pKCEAtetRXAP to yield the plasmid pT4lysXHtrp. A 3 -way 
ligation between fragments of phGH207-l, pT4lysXHtrp, and pBR322 yielded a 
plasmid, pT4lysXRtrp . DELTA. 5 ' , which contained the 5' portion of the 
lysozyme gene with a 97 -base deletion in the 5 * -untranslated region. The 
5' -end of the lysozyme gene from plasmid pT4lysXRtrp . DELTA. 5 1 was ligated 
to a fragment of pT4lysXHtrp, which contained the 3' portion of the gene, 
and was put under the control of the tacll promoter of 

plasmid phGH907tacII to yield pT4lystacII. Escherichia coli Transformed 
with pT4lystacII were grown to the late log phase, induced with the addn. 
of isopropyl- .beta. -D-thiogalactoside, harvested by centrifugation, and 
frozen. Frozen cells from 0.5 L of culture were lysed upon thawing. The 
yield of protein was 4 mg . 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB Novel microbial hybrid promoters and their use to direct the microbial 

expression of heterologous genes are described. Such promoters are 
selectively and functionally constructed by recombinant techniques, 
utilizing the discovery that certain DNA regions of given promoters are 
responsible for particularly advantageous functional properties. 

CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

L2 ANSWER 3 0 OF 3 0 CAPLUS COPYRIGHT 2 003 ACS 
ACCESSION NUMBER: 1983:155825 CAPLUS 

DOCUMENT NUMBER: 98:155825 

TITLE: Construction of three hybrid promoters and their 

properties in Escherichia coli 
AUTHOR(S): De Boer, Herman; Heyneker, Herbert; Comstock, Lisa; 

Wieland, Alice; Vasser, Mark; Horn, Thomas 
CORPORATE SOURCE: Mol . Biol. Dep., Genentech, Inc., South San Francisco, 

CA, USA 

SOURCE: Miami Winter Symposia (1982), 19(From Gene Protein: 

Transl. Biotechnol . ) , 309-27 

CODEN: MIWSAE; ISSN: 0097-0808 
DOCUMENT TYPE: Journal 
LANGUAGE: English 

AB Three hybrid promoters which are functional in Escherichia coli are 
described. In the case of the 1st hybrid promoter (tad) , sequences 
upstream of position -20 were derived from the trp promoter and sequences 
downstream of position -20 were derived from the lac-UV5 promoter. This 
hybrid promoter is 7 -fold stronger than the lac-UV5 promoter. It can be 
repressed by the lac-repressor and induced by isopropyl- .beta . -D- 
thiogalactoside (IPTG) [367-93-1] . In the case of the 2nd hybrid 
promoter (tacll) , the DNA sequences upstream of the Hpal site (which is 
located in the Pribnow box of the trp-promoter) were fused to a synthetic 
DNA fragment of 46 base pairs. The sequence of the synthetic fragment 
creates a new Pribnow-box which is followed by the lac -operator . 
Downstream from the lac -operator are nucleotides that code for a 
Shine -Dalgarno sequence. The Shine -Dalgarno sequence is flanked by 2 
restriction sites, which allows the exchange of different Shine -Dalgarno 
sequences. Thus, an inducible promoter with a portable Shine Dalgarno 
sequence was constructed; it forms an active ribosome binding site when 
fused to the start codon of a foreign gene . The tacll 
promoter is as efficient as the tad promoter. The 3rd hybrid 
promoter (rac5-16) is a hybrid between the rrnB promoter and the lacUVS 
promoter. Its structure resembles that of the tad promoter. At the 
junction, in the area of -20, 3 unique restriction sites were introduced. 
This makes it possible to change the distance and the nucleotide sequence 
between the -35 area and the -10 area (the Pribnow box) . 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB Recombinant DNA encoding Tumor Necrosis Factor (TNF) Inhibitory Protein, 

or an active fragment thereof, is obtained. The TNF Inhibitory Protein 
has the ability to inhibit: (a) the binding of TNF to its receptors, and 
(b) the cytotoxic effect of TNF. TNF Inhibitory Protein and salts, 
functional derivatives and active fractions thereof can be used to 
antagonize the deleterious effects of TNF by eliminating TNF from the 
body, and to reduce the cytotoxic activity of TNF by binding to TNF and 
thereby to inhibit the binding of TNF to its receptors. The DNA may be 
in an expression vector. Host cells transfected with such an expression 
vector may be used to produce the TNF Inhibitory Protein. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB Tumor Necrosis Factor (TNF) Inhibitory Protein is isolated and 

substantially purified. It has the ability to inhibit: (a) the binding 
of TNF to its receptors, and (b) the cytotoxic effect of TNF. TNF 
Inhibitory Protein and salts, functional derivatives and active 
fractions thereof can be used to antagonize the deleterious effects of 
TNF by eliminating TNF from the body, and to reduce the cytotoxic 
activity of TNF by binding to TNF and thereby to inhibit the binding of 
TNF to its receptors. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB Antibodies to tumor necrosis factor receptors (TNF-Rs) are disclosed 

together with methods of producing them. The antibodies are preferably 
those which inhibit the cytotoxic effect of TNF but not its binding to 
the TNF-Rs. Most preferably, the antibodies bind to an extracellular 
domain of the C- terminal cysteine loop of the p75 TNF receptor, which 
loop consists of the amino acid sequence Cys-185 to Thr-201 of SEQ ID 
NO: 3 . 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB The present invention provides a dual selection cassette (DSC) 

comprising first and second DNA segments having homology to a eukaryotic 
viral vector, positive and negative selection genes, each operably 
linked to their own promoter, and one or more unique restriction enzyme 
sites (URES) or sitey-directed homologous recombination sites. The 
present invention also provides a plasmid, pN/P, comprising an 
independent positive selection marker gene, an origin of replication, 
and a dual selection cassette. The dual selection cassette and pN/P 
plasmid can be used to produce eukaryotic gene transfer vectors without 
requiring temporally- linked double recombination events or the use of 
specialized bacterial strains that allow the replication of plasmids 



comprising defective origins of replication. This method usefully 
increases the ratio of desired to undesired plasmid and vector 
constructs. Additionally, this invention provides a method for the 
creation of eukaryotic viral vector libraries. 

CAS INDEXING IS AVAILABLE FOR THIS PATENT. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB DNA encoding a soluble LDL receptor protein, is provided, as are 

vectors, cell lines and processes for the production of the protein, 
mutein or fragment. The soluble LDL receptor protein, and its muteins 
and fragments, are useful in protection of mammals against viral 
infections . 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB Tumor Necrosis Factor (TNF) Inhibitory Protein is isolated and 

substantially purified. It has the ability to inhibit: (a) the binding 
of TNF to its receptors, and (b) the cytotoxic effect of TNF. 

TNF Inhibitory Protein and salts, functional derivatives and active 
fractions thereof can be used to antagonize the deleterious effects of 
TNF. 
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The present invention features biarsenical molecules. Target sequences 



that specifically react with the biarsenical molecules are also 
included. The present invention also features kits that include 
biarsenical molecules and target sequences. Tetraarsenical molecules are 
also featured in the invention. 



CAS INDEXING IS AVAILABLE FOR THIS PATENT. 



L4 ANSWER 8 OF 44 
ACCESSION NUMBER: 
TITLE: 

INVENTOR (S) : 



USPATFULL 

2002 : 122247 USPATFULL 

TNF receptor action modulation 

Wallach, David, Rehovot, ISRAEL 

Brakebusch, Cord, Braunschweig, GERMANY, FEDERAL 
REPUBLIC OF 



PATENT ASSIGNEE (S) 



Yeda Research and Development Co. Ltd., Rehovot, ISRAEL 
(non-U. S . corporation) 



NUMBER 



KIND 



DATE 



PATENT INFORMATION: 
APPLICATION INFO . : 



US 6395267 
US 1993-54970 



Bl 



20020528 
19930503 



(8) 



NUMBER 



DATE 



PRIORITY INFORMATION: 
DOCUMENT TYPE: 
FILE SEGMENT: 
PRIMARY EXAMINER: 
LEGAL REPRESENTATIVE: 
NUMBER OF CLAIMS : 
EXEMPLARY CLAIM: 
NUMBER OF DRAWINGS: 
LINE COUNT: 
CAS INDEXING IS AVAILABLE FOR THIS PATENT. 
AB 



IL 1992-101769 19920503 
Utility 
GRANTED 

Carlson, Karen Cochrane 
Browdy and Neimark, P.L.L.C. 
19 
1 

7 Drawing Figure (s 
913 



6 Drawing Page(s) 



A method of modulating signal transduction and/or cleavage in Tumor 
Necrosis Factor Receptors (TNF-Rs) is provided. Peptides or other 
molecules may interact either with the receptor itself, or with effector 
proteins interacting with the receptor, thus modulating the normal 
functioning of the TNF-Rs. Such peptides or other molecules may be 
employed for prophylactic and therapeutic applications in TNF associated 
diseases . 
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INDEXING IS AVAILABLE FOR THIS PATENT. 

The present invention relates in part to methods for screening for novel 
enzymatic pathways in environmental samples using metabolic selection 
strategies, and the isolation of the genes and proteins that make up 
these pathways. 
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A soluble LDL receptor protein is provided. It can be isolated from 
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cells that have been treated with an interferon, isolated from the urine 
of healthy human individuals or produced by recombinant techniques. The 
soluble LDL receptor protein is useful in protection of mammals against 
viral infections. 
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AB The present invention provides a dual selection cassette (DSC) 

comprising first and second DNA segments having homology to a eukaryotic 
viral vector, positive and negative selection genes, each operably 
linked to their own promoter, and one or more unique restriction enzyme 
sites (URES) or site-directed homologous recombination sites. The 
present invention also provides a plasmid, pN/P, comprising an 
independent positive selection marker gene, an origin of replication, 
and a dual selection cassette. The dual selection cassette and pN/P 
plasmid can be used to produce eukaryotic gene transfer vectors without 
requiring temporally- linked double recombination events or the use of 
specialized bacterial strains that allow the replication of plasmids 
comprising defective origins of replication. This method usefully 
increases the ratio of desired to undesired plasmid and vector 
constructs . Additionally, this invention provides a method for the 
creation of eukaryotic viral vector libraries. 
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Uroplakins la and lb are the major urothelial receptors of type 1 
fimbriated microorganisms. These uroplakins are used to screen compounds 
for treating urinary tract infections by testing if the compounds 
inhibit bacterial adhesion to the uroplakins. Additionally, compounds 
which inhibit adhesion of microorganisms expressing type 1 fimbriae, 
such as Tamm-Horsf all protein, are used to treat or inhibit infection by 
these microorganisms. 
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(TNF-Rs) are disclosed 



together with methods of producing them. The antibodies are preferably 
those which inhibit the cytotoxic effect of TNF but not its binding to 
the TNF-Rs. Most preferably, the antibodies bind to an extracellular 
domain of the C-terminal cysteine loop of the p75 TNF receptor, which 
loop consists of the amino acid sequence Cys-185 to Thr-201 of SEQ ID 
NO: 3 . 
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AB Expression cassettes for enhanced expression and production of a 

polypeptide of interest in prokaryotic cells are provided. The 
expression cassettes provide for production of the polypeptide of 
interest so that such polypeptide can either be secreted from the host 
cell in an active conformation or conveniently processed and renatured 
to a functional state. Preferably, the polypeptide of interest is 
expressed as a fusion protein, particularly fused to a leader sequence 
from a highly expressed bacterial or bacteriophage gene. The polypeptide 
of interest may subsequently be cleaved from the leader sequence and 
refolded, or used as a fusion protein. 
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The Thermus aquaticus gene encoding a thermostable DNA polymerase (Taq 



Pol) is altered in the N- terminus -encoding region to provide mutant 
genes with improved expression in E. coli. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB The present invention features biarsenical molecules and target 

sequences that specifically react with the biarsenical molecules. 
Methods of using the biarsenical molecules, tetraarsenical molecules and 
the target sequences are included. 
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AB We cloned two novel Trypanosoma cruzi proteins by using degenerate 

oligonucleotide primers prepared against conserved domains in mammalian 
serine/threonine protein phosphatases 1, 2A, and 2B. The isolated genes 
encoded proteins of 323 and 330 amino acids, respectively, that were more 
homologous to the catalytic subunit of human protein phosphatase 1 than to 
those of human protein phosphatase 2A or 2B. The proteins encoded by these 
genes have been tentatively designated TcPPlalpha and TcPPlbeta. Northern 
blot analysis revealed the presence of a major 2.3-kb mRNA transcript 
hybridizing to each gene in both the epimastigote and metacyclic 
trypomastigote developmental stages. Southern blot analysis suggests that 
each protein phosphatase 1 gene is present as a single copy in the T. 
cruzi genome. The complete coding region for TcPPlbeta was expressed in 
Escherichia coli by using a vector, pTACTAC, with the trp- 
lac hybrid promoter. The recombinant protein 

from the TcPPlbeta construct displayed phosphatase activity toward 
phosphorylase a, and this activity was preferentially inhibited by 
calyculin A (50% inhibitory concentration [IC(50)], approximately 2 nM) 
over okadaic acid (IC(50), approximately 100 nM) . Calyculin A, but not 
okadaic acid, had profound effects on the in vitro replication and 
morphology of T. cruzi epimastigotes . Low concentrations of calyculin A (1 
to 10 nM) caused growth arrest. Electron microscopic studies of the 
calyculin A-treated epimastigotes revealed that the organisms underwent 
duplication of organelles, including the flagellum, kinetoplast, and 
nucleus, but were incapable of completing cell division. At concentrations 
higher than 10 nM, or upon prolonged incubation at lower concentrations, 
the epimastigotes lost their characteristic elongated spindle shape and 
had a more rounded morphology. Okadaic acid at concentrations up to 1 
microM did not result in growth arrest or morphological alterations to T. 
cruzi epimastigotes. Calyculin A, but not okadaic acid, was also a potent 
inhibitor of the dephosphorylation of (32) P-labeled phosphorylase a by T. 



cruzi epimastigotes and metacyclic trypomastigote extracts. These 
inhibitor studies suggest that in T. cruzi, type l protein phosphatases 
are important for the completion of cell division and for the maintenance 
of cell shape. 
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AB The present invention features biarsenical molecules . Target sequences 

that specifically react with the biarsenical molecules are also 
included. The present invention also features kits that include 
biarsenical molecules and target sequences. Tetraarsenical molecules are 
also featured in the invention. 
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AB Tumor Necrosis Factor (TNF) Inhibitory Protein is isolated and 

substantially purified. It has the ability to inhibit: (a) the binding 
of TNF to its receptors, and (b) the cytotoxic effect of TNF. TNF 
Inhibitory Protein and salts, functional derivatives and active 
fractions thereof can be used to antagonize the deleterious effects of 
TNF. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB The present invention features biarsenical molecules and target 

sequences that specifically react with the biarsenical molecules. 
Bonding partners that include target sequences, vectors that include 
nucleic acid sequences that encode the target sequences and host cells 
that include the target sequences are also featured in the invention. 
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AB An novel isoform of inducible nitric oxide synthase (OA-NOS) has been 

identified in osteoarthritis-af f ected articular cartilage. Some 
properties, including molecular weight, are similar to the constitutive 
isoform of neuronal nitric oxide synthase (ncnos) while other properties 
share similarity with the previously identified inducible nitric oxide 
(iNOS) . Acetylating agents, such as aspirin and N-acetylimidazole act on 
both iNOS and OA-NOS by inhibiting their catalytic activities. A method 
is provided to screen for acetylating agents that inhibit OA-NOS, and 
the selective inhibition of OA-NOS by inhibitory agents is determined by 
comparison to a panel of different isoforms of nitric oxide synthase. 
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An overall efficient process for the preparation and recovery of 
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7-aminodesacetoxycephalosporanic acid (7-ADCA) via 2- 
(carboxyethylthio) acetyl- and 3- (carboxymethylthio) prop ionyl -7-ADCA, 
using a Penicillium chrysogenum transformant strain expressing expandase 
in conjunction with acyltransf erase , is provided. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB A soluble LDL receptor protein is provided. It can be isolated from 

cells that have been treated with an interferon, isolated from the urine 
of healthy human individuals or produced by recombinant techniques. The 
soluble LDL receptor protein is useful in protection of meals against 
viral infections. 
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LINE COUNT: 1018 

CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB Tumor Necrosis Factor (TNF) Inhibitory Protein is isolated and 

substantially purified and the DNA that encodes the TNF inhibitory 
protein, vectors, host cells, and a recombinant method for producing the 
encoded protein are also set forth. It has the ability to inhibit: (a) 
the binding of TNF to its receptors, and (b) the cytotoxic effect of 
TNF. TNF Inhibitory Protein and salts, functional derivatives and active 
fractions thereof can be used to antagonize the deleterious effects of 
TNF. 
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AB New forms of interferon . alpha . -receptors are provided. They may be 

prepared recombinantly and may be used in diagnosis and therapy. 
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AB Soluble human IFN-gamma receptor extracellular fragment and salts, 

functional derivatives, precursors and active fractions thereof are 
provided in substantially purified form. They are useful as 
pharmaceutically active substances for protecting against the 
deleterious effects of IFN-gamma, e.g. in autoimmune diseases. 
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The invention concerns DNA encoding prolylendopeptidase, hybrid vectors 
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containing such DNA, transformed hosts capable of expressing 
prolylendopeptidase, a process for the production of prolylendopeptidase 
including the steps of: culturing a host organism transformed with an 
expression vector including a DNA coding for prolylendopeptidase and 
optionally, recovering the produced prolylendopeptidase; and a process 
for the production of a C- terminal amidated peptide from two precursors, 
including the steps of: placing the two precursors in contact with a 
prolylendopeptidase in a medium to convert the precursor peptides to the 
C-terminal amidated peptide, and recovering the resulting C-terminal 
amidated peptide. 
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INDEXING IS AVAILABLE FOR THIS PATENT. 

A soluble LDL receptor protein is provided. It can be isolated from 
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19 Drawing Page(s) 



cells that have been treated with an interferon, isolated from the urine 
of healthy human individuals or produced by recombinant techniques. The 
soluble LDL receptor protein is useful in protection of mammals against 
Viral infections . 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB A sulfated glycoprotein with a molecular weight of approximately 45 kda 

inhibits the activation of tissue factor and thus inhibits the 
coagulation of blood. This glycoprotein can be used for treatment or 
prevention of intravascular clotting. 

CAS INDEXING IS AVAILABLE FOR THIS PATENT. 
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AB A sulfated glycoprotein with a molecular weight of approximately 45 kda 

inhibits the activation of tissue factor and thus inhibits the 
coagulation of blood. This glycoprotein can be used for treatment or 
prevention of intravascular clotting. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB Soluble human IFN-gamma receptor extracellular fragment and salts, 

functional derivatives, precursors and active fractions thereof are 
provided in substantially purified form. They are useful as 
pharmaceutical^ active substances for protecting against the 
deleterious effects of IFN-gamma, e.g. in autoimmune diseases. 

CAS INDEXING IS AVAILABLE FOR THIS PATENT. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB A sulfated glycoprotein with a molecular weight of approximately 45 kda 

inhibits the activation of tissue factor and thus inhibits the 
coagulation of blood. This glycoprotein can be used for treatment or 
prevention of intravascular clotting. 

CAS INDEXING IS AVAILABLE FOR THIS PATENT. 
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Analysis of Pseudomonas gene products using 
lacIq/Ptrp-lac plasmids and transposons that confer 
conditional phenotypes 

De Lorenzo, Victor; Eltis, Lindsay; Kessler, Birgit; 
Timmis, Kenneth N. 
Cent. Invest. Biol., 
Gene (1993), 123(1), 
CODEN: GENED6 ; ISSN: 
Journal 
English 

Novel transposon and plasmid-based broad-host-range expression systems 
have been developed to facilitate the genetic anal, of gene products of 
Pseudomonas and related gram- bacteria. The properties of lacIq/Ptrp-lac 
were used to construct mini-Tn5 expression vector transposons and 
RSFlOlO-derived plasmids for controlled expression and generation of 
conditional phenotypes. These plasmids were used to hyper-express the 
XylS regulator of the meta operon of the TOL plasmid of P. putida or the 
bphB and bphC genes of the polychlorobiphenyl -degrading pathway of 



AUTHOR (S) : 

CORPORATE SOURCE 
SOURCE : 

DOCUMENT TYPE: 
LANGUAGE : 
AB 



CSIC, Madrid, 28006, Spain 

17-24 

0378-1119 



Pseudomonas sp. LB400 in different strains of Pseudomonas instead of in 
Escherichia coli. Specific activity of 2,3 dihydroxybiphenyl dioxygenase 
(bphC gene product) was increased 10 -fold when hyperproduced in its native 
host as compared to E. coli, but under the same in vivo conditions, the 
XylS regulator formed protein aggregates. The other lacIq/Ptrp-lac-based 
expression vector presented here, transposon mini-Tn5 lacIq/Ptrc, 
facilitates the insertion of genetic cassettes contg. heterologous genes 
under the control of lac inducers in the chromosome of target bacteria, as 
shown by monitoring expression of a lacZ reporter cloned in mini-Tn5 
lacIq/Ptrc and inserted in the chromosome of P. putida. 
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CAS INDEXING IS AVAILABLE FOR THIS PATENT. 

AB A novel cell growth regulatory factor, named Amphiregulin, is described. 

This extremely hydrophilic glycoprotein, having a median molecular 
weight of 22,500 daltons, demonstrates unusual biological activity. 
Amphiregulin is a bifunctional cell growth regulatory factor which 
exhibits potent inhibitory activity on DNA synthesis in neoplastic 
cells, yet promotes the growth of certain normal cells. The invention is 
based, in part, on the discovery that MCF-7 cells, when treated with the 
tumor promoting agent, 12 -O-tetradecanoyl-phorbol- 13 -acetate (TPA) , 
express and secrete two distinct yet functionally equivalent forms of 
Amphiregulin. These two forms are structurally identical and perfectly 
homologous except that the truncated form lacks an amino -terminal 
hexapeptide found in the larger form. The Amphiregulin gene has been 
cloned and used to construct plasmids which direct the expression of 
bioactive Amphiregulin in transformed Escherichia coli cells. A wide 
variety of uses for Amphiregulin are encompassed by the present 
invention, including the treatment of wounds and cancers. 

CAS INDEXING IS AVAILABLE FOR THIS PATENT. 
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Department of Biochemistry and Molecular Biology, 
University of Miami School of Medicine, Florida 33101. 
DK18512 (NIDDK) 

JOURNAL OF BIOLOGICAL CHEMISTRY, (1992 Jan 25) 267 (3) 
1484-90 . 

Journal code: 2985121R. ISSN: 0021-9258. 
United States 

Journal; Article; (JOURNAL ARTICLE) 
English 

Priority Journals 
199202 

Entered STN: 19920308 
Last Updated on STN: 19970203 
Entered Medline: 19920218 
The catalytic subunit of rabbit skeletal muscle protein phosphatase -1 was 
expressed in Escherichia coli. Expression of phosphatase-1 in the pET3a 
vector, which is based on the use of the T7 promoter, resulted in the 
expression of the enzyme as an insoluble aggregate. The insoluble enzyme 
could be renatured by high dilutions of the urea-solubilized protein in 
buffers containing dithiothreitol , Mn2+, and high NaCl concentrations. 
However, under all conditions tested, only partial (less than 5%) 
renaturation was achieved. A second attempt was made using a vector with 
the trp-lac hybrid promoter. In 

this case it was possible to express the enzyme as a soluble protein at 
levels of 3-4% of the soluble E. coli protein. The recombinant enzyme was 
purified by DEAE-Sepharose and heparin- Sepharose chromatography. 
Approximately 20 mg of purified enzyme was reproducibly obtained from the 
cells derived from 2 liters of culture. The purified enzyme had a specific 
activity toward phosphorylase alpha comparable to that reported for the 
authentic protein and had an Mr of 37,000 by sodium dodecyl 
sulf ate-polyacrylamide gel electrophoresis. The recombinant enzyme 
displayed similar sensitivities to inhibition by inhibitor-2, okadaic 
acid, and microcystin-LR as for the protein isolated from rabbit muscle. 
At all stages of purification the recombinant phosphatase behaved as an 
essentially inactive enzyme that required the presence of microM Mn2 + for 
full expression of its activity. 
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Biol. (R-629) , Univ. 
Miami, FL 33101, USA 
vol. 2 67, no. 3, pp. 
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1484-1490. 



AUTHOR: Zhang, Zhongjian; Bai , Ge; Deans-Zirattu, S.; Browner, 

M.F.; Lee, E.Y.C. 
Dep. Biochem. and Mol . 
Med. , P.O. Box 016129, 
J. BIOL. CHEM., (1992) 
Journal 
L 

English 
English 

The catalytic subunit of rabbit skeletal muscle protein phosphatase-1 was 
expressed in Escherichia coli . Expression of phosphatase-1 in the pET3a 
vector, which is based on the use of the T7 promoter, resulted in the 
expression of the enzyme as an insoluble aggregate. The insoluble enzyme 
could be renatured by high dilutions of the urea-solubilized protein in 
buffers containing dithiothreitol, Mn super (2+) , and high NaCl 
concentrations. However, under all conditions tested, only partial (< 5%) 
renaturation was achieved. A second attempt was made using a vector with 
the trp-lac hybrid promoter. In 

this case it was possible to express the enzyme as a soluble protein at 
levels of 3-4% of the soluble E. coli protein. The recombinant enzyme was 
purified by DEAE-Sepharose and heparin- Sepharose chromatography. 
Approximately 2 0 mg of purified enzyme was reproducibly obtained from the 
cells derived from 2 liters of culture. 
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SOURCE: JOURNAL OF PROTOZOOLOGY, (1991 Sep-Oct) 38 (5) 441-7. 

Journal code: 2985197R. ISSN: 0022-3921. 
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Last Updated on STN: 19920124 
Entered Medline: 19911030 
We have expressed the Paramecium calmodulin gene in Escherichia coli by 
changing the four TAA codons in this gene to CAAs . This was carried out by 
three polymerase chain reactions (PCRs) and then cloning the product into 
the expression vector pKK223-3 immediately downstream of its trp 
-lac hybrid promoter. JM109 strain of E. 

coli, transformed with the recombinant plasmid harboring the altered 
Paramecium calmodulin gene, produces a protein judged to be calmodulin. It 
is recognized by a monoclonal antibody to Paramecium calmodulin; it 
migrates with the native protein at nearly the same rate in 
electrophoreses; and it shows a Ca (2+) -dependent shift in electrophoretic 
pattern. The production of calmodulin is about 170 times as efficient with 
E. coli as with Paramecium in terms of unit volume of packed cells, and is 
about 400 times as efficient in unit volume of liquid culture. This method 
appears useful in site-directed mutageneses and in the heterologous 
productions of other ciliate proteins. A critique of this method is 
provided. A calmodulin half -molecule , a by-product of this project, is 
described. 
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Regulation of the phosphate regulon of Escherichia coli: 
properties of phoR deletion mutants and subcellular 
localization of PhoR protein. 
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Japan. 

MOLECULAR AND GENERAL GENETICS, (1990 Feb) 220 (3) 366-72. 
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The phoR gene is a bifunctional regulatory gene for the phosphate regulon 
of Escherichia coli. It acts as a negative regulator in the presence of 
excess phosphate and as a positive regulator with limited phosphate, 
through modification of PhoB protein. We constructed several phoR genes, 
with various deletions in the 5' regions, which were regulated by the 
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trp-lac hybrid promoter. The 

PhoR1084 and PhoR1159 proteins that lack the 83 and 158 N-terminal amino 
acids, respectively, retained the positive function for the expression of 
phoA that codes for alkaline phosphatase, but lacked the negative 
function. The PhoR1263 protein that lacks the 262 N-terminal amino acids 
was deficient in both functions. An antiserum against PhoR1084 protein was 
prepared. Western blot analysis of the subcellular fractions obtained by 
differential centrifugation indicated that the intact PhoR and PhoR1084 
proteins are located in the inner membrane and cytoplasmic fractions, 
respectively. The results suggest that PhoR protein is anchored to the 
cytoplasmic membrane by the amino- terminal region. 
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with tac promoter. 
Shirai M; Watanabe S; Nishioka M 

Third Department of Internal Medicine, Kagawa Medical 
School, Japan. 

JAPANESE JOURNAL OF EXPERIMENTAL MEDICINE, (1990 Jun) 60 
(3) 97-103 . 

Journal code: 9800765. ISSN: 0021-5031. 
Japan 

Journal; Article; (JOURNAL ARTICLE) 
English 

Priority Journals 
199011 

Entered STN: 19910117 
Last Updated on STN: 19910117 
Entered Medline: 19901114 
A hybrid plasmid was constructed by insertion of the HBc gene encoding 
HBcAg into the pKK223-3 plasmid at the Smal cleavage site in the correct 
direction just downstream from the tac promoter and upstream from the rrnB 
terminator. The recombinant plasmid carrying the HBc gene was introduced 
into E. coli and cloned. HBcAg was synthesized in E. coli by using the 
expression plasmid under the regulation of the tac promoter and rrnB 
terminator. The tac promoter, derived from sequences of trp and lac UV5 
promoters, has identical sequences in two domains (-35 and -10 regions) 
with optimal distance, and the Shine-Dalgarno sequence, which enables 
protein synthesis to start at the ATG of the adjacent HBc gene. The 
nucleotide sequence of the HBc gene and its predicted amino acid sequence 
were almost identical to those previously reported. Purified HBcAg has a 
molecular weight of 21,500. This polypeptide gave a positive reaction with 
anti -HBcAg and anti-HBe antibodies, and was assembled into spherical 
particles 3 7 nm in diameter. The recombinant plasmid, carrying the HBc 
gene between the tac promoter (trp-lac hybrid 

promoter) and the rrnB terminator in expression plasmid pKK223-3, 
was useful for efficient expression of the HBc gene and production of 
HBcAg particles in E. coli. 
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AB Methods and vectors for high level expression of genes in bacteria are 

disclosed. A terminal mRNA sequence from a gene coding for a stable 
bacterial protein mRNA is ligated to a gene coding for the desired 
protein adjacent the translation termination codon of the gene. The gene 
for the desired protein and the terminal mRNA sequence are situated in 
an expression vector in which the gene is operably linked to a 
transcription promoter. 
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AB We have isolated and characterized two types of cDNA clones corresponding 
to interferon (IFN) -induced 1.6- and 1.8-kb mRNAs, as encoding two 
different forms of the 2 ■ , 5 ' -oligoadenylate (2' -5') A synthetase enzyme. 
Direct expression of the two cDNAs was obtained in Escherichia coli under 
the control of a trp-lac hybrid 

promoter strongly inducible in E. coli by IPTG. Bacterial extracts 
were tested for 2'-5'A synthetase activity after adsorption to immobilized 
poly (I) .poly (C) or in solution. With either one of the cDNA constructions, 
IPTG induced 2' -5' A synthetase activity in the bacteria to levels 10 times 
higher per microgram of protein than those in SV80 cells treated by 500 
U/ml of IFN-betal for 24 h. Both bacterially produced enzymes bind to 
double-stranded (ds)RNA and are maximally active at 100 micrograms/ml of 
poly(I) .poly(C) . Both enzymes synthesized similar 2'-5 , (Ap)nA oligomers of 
2 to 8 residues in length. Antibodies against a synthetic peptide common 
to the two enzymes were used to characterize the bacterial products on 
immunoblots and confirmed that the 1.6-kb RNA produces a 39-kD protein, 
whereas the 1.8-kb RNA encodes a 45- to 46 -kD protein. The E. coli enzyme 
coded by the 1.6-kb mRNA was purified to nearly homogeneity. When 
immobilized on poly(I) .poly(C) agarose, the enzyme produces, per 
milliliter of poly ( I ) .poly (C) , 10(3) times more 2'-5'(Ap)nA oligomer than 
the most active cellular extracts. Moreover, the immobilized enzyme 
remains stable for several months at 4 degrees C. 
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AB Sequence studies of the adenovirus 2 genome have revealed the presence of 
a large open reading frame (ORF) from 22.9 to 14.2 map units that is 
believed to encode most of the adenovirus DNA polymerase (Ad Pol) . An 
83 8-base-pair fragment (19.6-17.3 map units) containing approximately 25% 
of this ORF has been cloned and expressed in a beta-galactosidase- 
chloramphenicol acetyltransf erase (lacZ-CAT) expression vector under the 
control of the trp-lac hybrid 

promoter. This recombinant vector directed the synthesis of a 
58-kDa lacZ-Ad Pol-CAT fusion protein that has CAT activity. This fusion 
protein was easily purified by affinity chromatography in which 
chloramphenicol, the substrate for CAT, was covalently bound to a matrix. 
Antisera were prepared against the purified 58-kDa lacZ-Ad Pol-CAT fusion 
protein and were found to react specifically with the 140-kDa Ad Pol by 
ELISA and immunoblot analysis. In addition, these antisera recognized 120- 
and 29-kDa polypeptides in immunoblot analysis of partially purified 
terminal protein precursor (pTP) -Ad Pol complex. The exact nature of the 
120- and 29-kDa polypeptides is not known, but they may be breakdown 
products of Ad Pol. Although the lacZ-Ad Pol-CAT fusion protein is not 
active in any of the Ad Pol enzymatic reactions, antibody against the 
prokaryotic fusion protein should be useful for screening bacteria 
harboring plasmids that have been constructed to express the entire Ad Pol 
ORF. 
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AB We cloned a Streptomyces coelicolor A3 (2) DNA fragment which directed 
synthesis of a brown pigment, presumably a shunt product in the 
actinorhodin biosynthetic pathway, on the plasmid vector pIJ41 in 
Streptomyces lividans. The pigment production was observed only when the 



DNA fragment was inserted downstream from a functional promoter sequence. 
By subcloning the fragment together with in vitro manipulation, a 
promoter -probe plasmid vector (pARCl) with a unique BamHI cloning site was 
constructed that allows chromogenic identification of transcriptional 
control signals in Streptomyces lividans based on the expression of the 
cloned pigment gene(s). The Escherichia coli tac (trp- 
lac hybrid) promoter, consisting of 92 base 

pairs and a promoter region including the leader sequence of erythromycin 
resistance gene (ermC) on staphylococcal plasmid pE194, when ligated in 
the correct orientation in the BamHI site of pARCl, promoted expression of 
the cloned pigment gene(s) in Streptomyces lividans, whereas the 
Saccharomyces cerevisiae GAL 7 promoter did not. In the case of the ermC, 
induction of the pigment production by the addition of either erythromycin 
or lincomycin, but not virginiamycin, was observed. The system was also 
shown to be useful and convenient in isolating transcriptional control 
signals of Streptomyces chromosomal DNA and estimating their activities. 
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AB The efficiency of a strong trp-lac hybrid 

promoter (tac) vector was modified for protein overprodn. by 
inserting lad segments upstream of the tac promoter. To monitor the 
transcriptional efficiency of the plasmid, the promoterless galK gene was 
inserted downstream of the promoter sequences. Gene galK expression was 
detd. by the galactokinase activity. Insertion of lad in the tac 
promoter vector decreased the basal expression of galK in the repressed 
state not only in an Escherichia coli galK- host strain but also in laclq. 
The lad insertion thus improved the repression capacity in the repressed 
state, whereas after derepression, the full expression was the same as 
with the tac promoter itself. 



